Detection of apoptosis and necrosis by confocal microscopy
The Vybrant Apoptosis Assay Kit (Invitrogen) was used for the detection of apoptotic and necrotic cells according to vendor's protocol. This kit uses a dual-staining protocol in which the apoptotic cells are stained with annexin-V (green fluorescence) and the necrotic cells are stained with propidium iodide (PI; red fluorescence). The fluorescence was measured by a Zeiss 510 confocal microscope. Confocal images of green annexin-FITC fluorescence were collected using 488-nm excitation light from an argon/krypton laser and a 500550-nm bandpass barrier filter.
Images of red PI fluorescence were collected using a 543-nm excitation light from the helium/Ne laser and a 580-nm-long pass filter. with puerarin 100 M, PcTx venom 100 ng/mL or 500 ng/mL, or both puerarin and PcTx venom with acidotic solution of pH 6.0 for 4 h. Percentage cell viability was determined relative to control group (100%, n = 5 for all groups). **P < 0.01 vs. control group; ## P < 0.01 vs. treatment with pH 6.0. Percentage of death (n = 5). **P < 0.01 vs. control group; ## P < 0.01 vs. treatment with pH 6.0.
Bar: 20 m. Neurons treated with puerarin 100 M at pH 6.0 for 4 h. Bar: 50 m. 
